PRPP = 5-phosphoribosyl 1-pyrophospate; R5P = ribose 5-phosphate; NAD = nicotinamide 24 adenine dinucleotide; prs-2 = Prs mutant that displays a temperature-sensitive phenotype 25 26 2 ABSTRACT 27
INTRODUCTION
allele resulting in replacement of glycine G9 residue with serine (prs-2 mutant, plasmid 135 pET28a-His-PrsG9S). Point mutations were introduced into the vector sequences with 136 phosphorylated primers K194A and G9S ( Table 2) . Phosphorylation of primers (10 µM) was Glutamic acid monopotassium salt.
169
Cells were disrupted in lysis buffer on ice by 7 cycles of 1 minute sonication with pulsing, 170 with 1 minute interval to avoid overheating. Lysates were cleared by centrifugation for 1 h at 171 32 000 x g at 10 o C. Proteins were purified by Ni-affinity chromatography on 5 mL His-Trap 172 columns (GE Healthcare) as follows: the His-Trap columns were equilibrated with 10 173 volumes of buffer A and the cleared lysates were loaded on a column followed by >10 174 volumes buffer A wash. Further, the columns were washed with 15 mL 5 % buffer B in Prs wild type protein was measured for all three buffers proposed in this study and showed 263 comparable results ( Figure 4A ).
265
It has been shown previously that, when expressed from a plasmid and assessed in-vivo, 266 PrsG9S protein variant has about half catalytic activity of the wild-type Prs [18] . Consistently, 267 we also observed that this His-PrsG9S protein variant purified with our protocol, exhibited 268 decreased activity in comparison to the wild-type in in-vitro assays ( Figure 4B ). Considering 269 that His-Prs wild-type purified as described in this work exhibits high activity, we conclude CONCLUSIONS 320 We showed here that phosphoribosyl phosphate synthase (Prs) protein from E. coli is 321 sensitive to low temperatures during purification process and for highest yield and quality of 322 the protein, purification should be performed at room temperature. We proposed 3 buffer 323 choices providing good stability and activity for His-Prs protein fusion and untagged Prs 324 protein to facilitate buffer selection for further study depending on the conditions desired for 325 downstream applications. Corroborating previously published results, we showed that Prs 
